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Gating strategy used to quantify Ly6G + neutrophils and Ly6C hi monocytes during OPC, related to Figure 1. The initial gate events were visualized using a FSC-A/SSC-A dot plot. Debris were excluded. Cell doublets were excluded using the FSC-A and FSC-W. Singlets were gated on Live/Dead. Leukocytes were identified as CD45 + , and further divided into myeloid cells (CD11b + ). CD11b+ myeloid cells were further divided into Ly6C high Ly6G − inflammatory monocytes and Ly6C + Ly6G + neutrophils. Debris associated with purified BM-neutrophils were excluded, after which a PE (mEphA2 PE) histogram of BM neutrophils was plotted. B Expression of EphA2 on neutrophils. Wild-type or EphA2 -/-neutrophils were stained with anti-mEphA2 PE or isotype PE and plotted as described in A. 50000 events were analyzed. C Densitometric quantification of immunoblot analysis of EphA2 phosphorylation in BM-neutrophils infected with yeast-phase C. albicans SC5314 for the indicated times. Data are the mean ± SD of 3 independent immunoblots. ****P < 0.0001 (ANOVA with Bonferroni correction). D Effect of anti-Gr-1 on peripheral blood neutrophil counts in wild-type and EphA2 -/-mice. Peripheral blood neutrophil counts were assessed on day 2 post infection as described in the material and methods section. Results are median ± interquartile range of 5 mice per group. Dashed line indicates threshold for clinically significant neutropenia. E Flow cytometry gating strategy to verify the purity of neutrophils for adoptive transfer into CD18 -/-orally infected mice. The initial gating events were visualized using a FSC-A/SSC-A dot plot. First, debris were excluded. Next, cell doublets were excluded using the FSC-A and FSC-H. Singlets were gated on Live/Dead. Leukocytes were identified as CD45 + , and further divided into myeloid cells (CD11b + ). CD11b + myeloid cells were further divided into Ly6C + Ly6G + neutrophils. Figure 4 . BM neutrophils of wild-type and EphA2 -/-mice were stained with phycoerythrin (PE) labeled antibodies against the indicated cell surface receptors. Debris associated with purified BM neutrophils were excluded. Next, cell doublets were excluded using the FSC-A and FSC-H. Singlets were gated on Ly6G + , after which a PE histogram of BM neutrophils was plotted. Data are representative of two individual experiments. 20000 events were analyzed. Figure 5 EphA2 induced phosphorylation in mouse neutrophils during C. albicans interaction, related to Figure 5 . A gp91 localization in murine neutrophils during C. albicans interaction. BM-neutrophils from wild-type and EphA2 -/-mice were incubated with GFP-expressing C. albicans yeast for 30 min. Neutrophils were stained with anti-gp91 (red), and Phalloidin-iFluor 405 (blue). Scale bar 10 µm. B-G Densitometric analysis of protein phosphorylation in neutrophils in response to C. albicans infection. BM-neutrophils infected with yeast-phase C. albicans SC5314 for 30 min. B Densitometric analysis of MEK1/2 phosphorylation. C Phosphorylation of ERK1/2. D Representative immunoblot of SYK Y352 phosphor-ylation in wild-type and EphA2 -/-neutrophils. E SYK Y352 phosphorylation. F Phosphorylation of PKCᵟ. G Phosphorylation of ERK1/2 in BM-neutrophils stimulated with 50 nM phorbol myristate acetate (PMA) for 30 minutes. Data are the mean ± SD of 3 independent immunoblots. H Densitometric analysis of Ser345 p47 phox phosphorylation in the indicated neutrophils after C. albicans infection. I Representative immunoblot of p47 phox Ser304 phosphorylation in wild-type and EphA2 -/-neutrophils that had been infected with yeast-phase C. albicans SC5314 for 30 min. J Densitometric analysis of immunoblots such as in I. K Densitometry of pSer345 phosphorylation in response to sepharose IgG beads and/or zymsan (zym). Densitometric data are the mean ± SD of 3 independent immunoblots. *P < 0.05, **P < 0.01, ****P < 0.0001 ; NS; not significant (ANOVA with Bonferroni correction).
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